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Characterization of mesoporous materials. The nanostructures of the synthesized mesoporous materials were confirmed with a combination of small angle x-ray scattering (SAXS) on a Rigaku SAXS instrument (Rigaku, Texas, USA) and transmission electron microscopy (TEM) which was taken with a Philips CM200UT (Philips Electron Optics, Eindhoven, The Netherlands) with an accelerating voltage of 200 kV. SAXS samples were prepared by grinding the samples and placing them in a u-capillary for analysis. For TEM, samples were ground and suspended in ethanol and then dispersed onto lacy carbon TEM grids for analysis. BrunauerEmmett-Teller (BET) measurements were performed on an Autosorb-1 gas sorption system (Quantachrome Instruments, Boynton Beach, Florida) using nitrogen as the adsorbate. Samples were degassed for one hour at 213 °C prior to measurement. The nitrogen sorption curve was taken as 20 pts adsorption/20 pts desorption, with the BET surface area calculated using a 7 point BET analysis. The scanning electron microscopy (SEM) images were taken with a LEO 1530 FESEM on samples dispersed on conducting carbon tapes (Fig. S1 ).
Fig. S1
Representative SEM image of the as-synthesized mesoporous ZrO 2 nanomaterials. The mesoporous structure evident in TEM is too small to be resolved by SEM.
Proteolytic sample preparation. α-Casein was dissolved in 200 mM NH 4 HCO 3 to a final concentration of 1 µg/µL to be used as a stock solution. Trypsin digestion was performed with an enzyme-to-protein ratio of 1:100 and incubated at 37 ºC for 2 hrs. The 6-protein mixture was S3 prepared using BSA, α-casein, troponin, ubiquitin, ribonuclease B, and β-lactoglobulin. These proteins were combined just before digestion, desalted, reduced with dithiothreitol (85 mM) for 3 hrs and then alkylated with iodoacetic acid (90 mM) for 1 hr and finally digested by trypsin (1:50) overnight. For both pure α-casein and the 6-protein mixture, the resulting digest solution was quenched with 6 µL of acetic acid, aliquoted, and stored at −20 ºC. The peptide solutions were diluted 10 times with 20 mg/mL phthalic acid solution in 0.1% TFA in 50/50 water/ACN (pH 2.0) just before enrichment. This brought the final concentration of α-casein before enrichment to 4 pmol/μL for the pure α-casein. The final protein concentrations and quantities of the proteins present in the 6-protein mixture before enrichment are shown in Table S1 . Procedures for enrichment of phosphopeptides using mesoporous metal oxides. In a 1. centrifuged for 1 min, and then the equilibrating solution was pipetted out and discarded. 100 μL of peptide solutions digested from α-casein (4 pmol/μL) or the 6-protein mixture (Table S1) in the binding solution were added to the mesoporous materials. The samples were mixed thoroughly for 5 mins and then centrifuged for 1 min before the supernatant was pipetted off.
Then the metal oxide was rinsed twice with 1 mL of a 50 mM solution of NH 4 The samples were introduced to the LTQ FT mass spectrometer using an automated chip- lists were further searched using in-house "ion-assignment" software.
II. Identification of phosphopeptides by tandem mass spectrometry
Both ECD and CAD spectra were taken in positive ion mode to sequence and characterize phosphopeptides. CAD cleaves CO-NH bonds to produce b and y fragment ions. preserve labile phosphorylation in peptides or intact proteins. 4, 5 As shown in Fig. S2 (bottom), ECD was collected from a doubly charged precursor ion at m/z 706.2585 with 6% "electron energy" and an irradiation time of 250 msec. This yielded complete sequence coverage of the peptide EQLpSTpSEENSK and the peptide was confirmed to be diphosphotylated at the two serine residues close to the N-teminus. Peaks in both CAD and ECD spectra were manually assigned with very high mass accuracy (<5 ppm) (Table S2 and S3). The list of phosphopeptide identified in Fig. 2, 3 and S3, negative ion mode FT-ICR mass spectra is shown in Table S4 . All the assignments of phosphopeptides were confirmed by CAD and ECD collected in FTICR manually. A previously reported peptide at 2702.8559 was found to match a different sequence
S6 that corresponds to a loss of ammonia from the N-terminal glutamine residue condensing to form pyroglutamate.
Fig. S2 Representative positive ion mode CAD and ECD spectra of phosphopeptides from
an α-casein digest after mesoporous ZrO 2 enrichment. 2ν corresponds to the second harmonic of the parent peak and W 11 1+ is resulted from side chain loss from the glutamic acid residue on the N terminus.
Supplementary The enrichments using mesoporous ZrO 2 are extremely effective as shown by the high resolution Fourier transform (FT) mass spectra of the α-casein digest before and after the enrichment (Fig. S3) . Only 8 MS peaks corresponding to 6 phosphopeptides were detected before enrichment (Fig. S3a) ; all of which are low abundance peaks owing to ion suppression from abundant non phosphopeptides. In contrast, after enrichment with mesoporous ZrO 2 ( Fig. S3b) , 30 multiply charged MS peaks corresponding to 20 phosphopeptides were detected in a single mass spectrum with much higher signal-to-noise ratios. When enriched with ZrO 2 nearly all of the non phosphopeptides were removed leaving only phosphorylated peaks, which substantially enhanced the signal of phosphopeptides. The insets in Fig. S3 highlight a quintuply phosphorylated peptide, p14, which was completely suppressed by non phosphopeptides without enrichment (Fig. S3a) and was observed only after enrichment ( Table S42 . Insets show a singly charged non phosphopeptide in (a) and a doubly charged quintuply phosphorylated peptide, p14, in (b). Fig. 2 and 3 and S3 . Table S4 . List of phosphopeptide identified in the negative ion mode FTMS spectra (Fig. 2, 3 and S3) of peptide mixtures digested from α-casein with trypsin. 
II. List of the identified phosphopeptides in

IV. Comparison with commercial phospho-enrichment product
A side-by-side quantitative comparison of phosphor-enrichment using two leading commercially available phospho-enrichment products, one based on immobilized metal affinity chromatography (IMAC) technology ( Fig. 2A ) and the other of ZrO 2 packed tips (Fig. 2B) , with the ZrO 2 mesoporous materials reported herein (Fig. 2C) As shown in Fig. 2 , the mesoporous ZrO 2 materials showed significantly higher efficiency and specificity for phosphopeptide enrichment over these two leading commercial products. After enrichment with the IMAC-based enrichment product (Fig. 2a) , 7 multiply S12 charged MS peaks corresponding to 7 phosphopeptides were identified in one MS spectrum.
Nevertheless, it suffers from severe non-specific binding of potentially acidic peptides since many highly abundant non-phosphopeptides still dominate the spectrum. Enrichment with the ZrO 2 packed tips (Fig. 2b ) revealed 6 multiply charged MS peaks corresponding to 6 phosphopeptides in one MS spectrum. In contrast, an enrichment with the mesoporous ZrO 2 nanomaterials detected 27 multiply-charged MS peaks corresponding to 19 phosphopeptides (Fig. 2c) , which demonstrated significantly higher efficiency and unparalleled specificity for phosphopeptides as nearly all the non-specific bindings were suppressed. 
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